After 2 days of selection, 100 to 1000 cells were seeded in triplicate in six-well microtiter plates one day before treatment with menadione or hydrogen peroxide. Cells were then treated with menadione (5, 15, 25 M) for 1 h or hydrogen peroxide (20, 50, 100 M) for 15 min. The media containing DNA damaging agents were removed, washed with media and cells were allowed to grow in DMEM media supplemented with 10% FBS until they formed colonies for 7 to 14 days. Survived colonies were fixed with 100 % methanol, stained with methylene blue in methanol and the number of colonies was counted. The number of colonies for treated cells was normalized to those corresponding for untreated cells. At least three biological independent experiments were performed. Fig. S1 ; RECQL5 depleted cells show increased sensitivity to oxidative stress. (A) Knockdown of RECQL5 in HeLa cells was confirmed by Western blot. (D) Knockdown of RECQL5 in HCT116 cells was confirmed by Western blot. RECQL5 depleted and scrambled control cells were plated on 6-well plates and treated with (B), (E) 0, 5, 15 and 25 µM of menadione or (C), (F) 0, 20, 50 and 100 µM of hydrogen peroxide. Cells were allowed to grow for 7-14 days and colonies were subsequently fixed, stained and counted. The normalized values of survived colonies compared to none treated colonies are represented (open circle; shScrambled, filled square; shRECQL5-1, filled triangle; shRECQL5-2). (B), (C) were examined using HeLa cells stably expressing RECQL5 targeting shRNAs, whereas (E), (F) were examined using HCT116 cells stably expressing RECQL5 targeting shRNA. Experiments were repeated at least three times with biological independent samples.
